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im&m i ] 

^7-a^>-6 ( IL-6R) 3! ftPM-ltft ? 

. >V^^fi#f(C*^ii)*Pro-NH2 (44?) Z>tKW*t ~? 9 -i ~? ( 1) . 

^ > 5?-a -f *>-6 ( IL-6R) Ic jhf "f * t h SHtPM-ltnttco ■/ ? ^T'J),T 

x |tfg"?jc7>miffC*J&J 6*Pro-NH 2 ( 4 4 7 ) T**>*tfi#'tf-77'f^' (2) . 
[IS^JH3]- 

JUS**: ltcISIS^T 5 J A£fie*U£1r-f 5 s ffi&m 1 X« 2 JcieiS^K*-^ f 9 1 7. 
bu 1C t N IS -ft PM- 1 j/t -ffc "/ 7 -i ~7 <7)$}ffit>' t * EWS^ : 2 ic ICSS^ r i J ft£9J * 
[3*^JH 5 ] 

mmm 1 ~ 4 w^tn^ 1 Jiicse©^ . ^ 9 a 7 ( 1 ) iuat^?^ (2) , 



iwmz) mm* 

[fEUfl^Sffr] l>9-vl*y-6 Settle W-fS t h w. itfiiik<n 7* ? ^ -y 

[ 0 0 0 1 ] 

*?£BfltJ. ^>7-n^*>- 6S§# ( IL-6R) iz ft t h tn.W<r> -*t T- 3b 5 t h M it? 
M-ltfi#*>rrJft*-* ^ ? -f ^icWi-So 
[#£H2ttr] 
[ 0 0 0 2 ] 

ttUU J£Efa<o.X«$mft4£#l*l (^T&) «£0P (modification) ^@£$fl£tf) (#g|f|ift 
ft) 9 > /< ? ftfWle J: -5 t*)T*>3 (R.J. Harris, J. Chromatogr. A 7 0 5 (18 95) 129-1 

so . mm&cof&fr t Lx&m a *is ? > ? wti, £#tc gfcfijffl-r 

^ffllSJ^vfclCJ: O^aStlSfcy), #?*&)fi**Bft -5 +t 7* 7 -i -7-fr*$Lm2 tlS HTftg'tt** 

c 

[ 0 0 0 3 ] 

I L-6li Bmti&MMBl- 2 (BSF2) £> £ v> « -f > 7 - 7 x a > /? 2 1 <b of ft $ tl "* 4 h 

iL-en, b zs '*n%<mm<?>%iWiit\zm5--t zftitmT t iTMsn ( 

Hirano. T. et al.. Nature ( 1 9 8 5 ) 3 2 4. 7 3 - 7 6 ) , II * «B US l» fig ic & » % 

RlS-t^mm^- 4 h ij 4 > X'3bi Z t fc*Bfl h friz ft o fz (Aki ra. S. et al.. Adv. in Im 
munology (1993) 54, 1-78). IL-6tt, T ') > " ' * I* & iND AS J« J& ft £ Si tp -5 C t t)*m% 
(Lotz. M. et al.. J. Exp. Med. ( 1 9 8 8 ) 1 6 7, 1 2 5 3- 1 2 5 8 ) . 
[ 0 0 0 4 ] 

iL-6tt. mm±T'-m<om&K* alt --on. il-6** 

t S^^l^l 8 0kD<5O <) jfzs H^a"l±SS©<30l L-63£§ffc ( I L-5R) T- 3b Z> (T a g a . T. 
et al.. J. Exp. Med. ( 1 9 8 7) !56. 9 6 7 - 9 8 1, Y a m a s a k i . K. et al.. Science ( 1 9 3 7) 2 4 
1. 8 2 5-8 2 8). IL-5R&. mmWk * Mil L T mmm _t \z ¥£M~t S m& &M<r> t& \z . ± tc <e <n 
mm^^hlfrh ft * RTSttlL-6Ki: LT^nftf^. 
[ 0 0 0 5 ] 

fit IL-6RJA# ( cHg LT tt, u < ofc»<5D«£&*&£ (Novick, D. et al... Hybridoma (199 
1 ) 1 0. 1 3 7- 1 4 6 . Huang, Y. W. et al., Hybridoma ( 1 9 9 3) 1 2. 5 2 1 - 6 3 0 , BPg^ftiti 
m&mmffWO 95-0S 8 7 3 , ~> => > MlfF-ttSBI&ligg^FR 2 6 9 4 7 6 7 . ^BJRf^S^L'S 5 2 1 6 2 

8 ) . f ^)-T?*^v^xJjt^PM-: (Hirata, Y. et al.. J. Immunol. ( 1 9 8 9 ) 1 4 3, 2 

9 0 0 - 2 9 0 6 ) oWMH&fe&tft ( CDR ; complementarity determining region ) %t h t/t^ 

^&n-tz z tiz * *) fo^tifct h s ftPM- im# «btiT us (SR54f tfann^ns^- 
wo 92-19759 ) . 

L^L^liS, k h SftPM-lJjt#(7) * "7* 9 4 y\Z o v^T tt*D ^, flT u ft v>. 
[ 0 0 0 6 ] 

[ntft^m 1 ] WO 9 2/ 1 9 7 5 9 
[ftfflcm 2 ] *fl?l :s P8-99!)02S-£>l8 
141^^13] 7 7 > * ift.fF Hi MM & W S -S- F R 2 6 9 4 7 6 7 
141^114] ^S^fPg^-US 5 2 1 6 2 8 
[ 0 0 0 7 ] 

[IfWSFSrBK 1 3 R.J. Harris, J. Chromatogr. A 7 0 5 ( 1 9 9 5 ) 1 2 9 - 1 3 4 
I # *f sfr 2: St 2 1 Hirano. T. et al., Nature ( 1 9 8 5 ) 3 2 4, 7 3 - 7 6 
NMffF:fc$K3] Akira. S. et al., Adv. in Immunology (19 9 3 ) 5 4, 1 - 7 8 
. Ittft &-%ffi \ ] Lotz, M. et al., J. Exp. Med. ( 1 9 8 8 ) 1 5 7, 1 2 5 3 -12 5 8 
I^mSf #rt* 5 ] Taga, T. et al., J. Exp. Med. ( 1 9 8 7 ) 1 6 6, 9 6 7 - 9 8 1 



[ 0 0 0 8 1 

[^tfff^iK 6 ] Yaraasaki. K. et al., Science ( 1 9 8 7} 241, 8 2 5-8 2 8 
Ittftffltm? ] Novick. D. et al.. Hybridoma (1991} 10, 13 7-146 
NNf fF:£i$; 8 ] Huang. Y. W. et al., Hybridoma ( 1 9 9 3 } 1 2, 6 2 1 - 6 3 0 
[jtftff^:m9 ] Hirata, Y. et al.. J. Immunol. ( 1 9 8 5 ) 1 4 3, 2 9 0 0- 2 9 0 6 

[ 0 0 0 9 ] 

tid^T. *££fmit h mit?u- urn* comm.* *t ? 9 -i ■? . jku-Mu,^ ? 9 a g•^T• 

[0010] 

tfL-facDmM*ffil%1- Z fern ffi® cr> (418-&) coGlyfc'Xig LX Ml iu.cn>?, ob* T 3 K ft 

A^r i*f?9 a-72 tfo-rzy ^ats; t^^tHLfzo w\z, *^tj«#u, j_ le v ^ 
f 9 h , c-*JKi^Giy ( 4 4 8 ) t- & h *.*mttiw t mmcDfamfa ftw.ikuimum 

[0011] 

&oT, *3£B7i ti, -f > 9 - n ^>-6 ^BW ( IL-6R) ic^tit h ftPM- 1 4ntt^> 
*^Mn*oT, M-^T^a#lC*^**Pro-NH2 (44?) T^4fii#^7'M^ ( 1 ) . 

A > 9 - n A * y-6 <§^# ( IL-6R) IC ft ~t £ e N 3g ftPM- 1 J/l # co ■* f 9 A 1 T 3h o 
T> M^7<^SMC5k^^Pro-NH 2 (44?) T* % $K W 9 A? (2) ^ff g^S, ±ie<?) 

^5? ^ ^icW/t^ft t h 3SftPM-:fA#<JO±*3!!<!OJ[|([C*JWttCly ( 4 4 8 ) T'£>£, iff 

: 1 izZZ&co-r 5 ; 8£ge?U £ S , it, if * LuStIi;fc^x > * f£ R.F1 co tfc ^ y y 
*¥&Wttkrz. ±.mco «*■ f 9 -i f ( i ) H < U'tT'y (2) X li ^ -f 9 A f ( l 

) 7ku (2) co]aq%^#-A,x*^^ mmmfemzmfc^z, 

[0012] 

*$iW<n\%&*f -f 9 a ^vznm-t h±^cr> t h mitm-\ta\¥\$. w-mztt^z, , pm-i 

(V*«) 4^fflffl'l±>*5£iStHSi (CDR) t h tft#: V 1fiJtf«D * <5 CDRiiJsJt & § « x 
fc t ^ T- *> £ . S0Kv> xmiL-6RJnf*c9L$R V^cqCDRcot 3 ; *Kfl| UU @^i>^W0 ' 

3 2/1 9 7 5 9 ^^ 2 ^LyPM-l^tf^CDRU C DR 275k ^CDR3»c gr3« S ti T te •? . tfc. HuSe^^ 
*ffilL-6Rffi#<OH«Vffira<oCDR<z>T-3 g^^^WO 9 2/1 9 7 5 9 <of! 3 tfOHvPM- 

1 ff ^> CDR K CDR2*VCDR3»cge*3 
[0013] 

±3Bt KaftPM-l»t#WL«V««co7U-A-7-^««( ( F R) tt . fe HS^REIih* 
* L < N ^<7)t $ ; ^Sfijrijii, g|g£HW0 9 2/1 9 7 5 9 ^35 2 CORE I <?> ff<75FR:, F 
R2, FR3/feVER4Jcl6tt$nTv»*. * v ±ie t h mit?U-\trii¥coH M. V DfiM<50 -7 U - 
^-^l)fliHS(FR) It, th^#:NEWr±l*<7> i tcofe*^tL<, f W7> ; KK^IJ It SF 8 ?^ 
P^ffO § 2/1 9 7 5 90*3 WHEW^fr^FRK FR2. FR3A VFR4IC IfiK 3 *IT * . 

[0014] 

SIC. ±IGcO. t h tA#:c75FRi: X PM-1 JA#<OCDR 6* «b «flR $ *i * V #f co |^| . FR^lgi 
It. tn.mfaG l &*?tpmtt'\icr) ( 5r,W<7)fztf>. m <r 3 tit K^t * & < . Mz.lt. L M V « 
^Hl^Cov^T!i. gpSHXTO J 2/: 9 7 5 9 ^fl2*>RV L i7fcorRV L b*>tj-<sDFRl. FR2, FR3.Bc^FR4 



xiis mm&mn 92/19759^^ 3 ^>Rv H a~Rv H i^tt <ofru f r 2 . FR3$.vFR4ic§ef£2 n 

Tvi6 ( ^ < — ^* 3 > a ~ ^* — > f a > f £ ffr -f ) . 
10 0 15] 

t h 3HtPM-lfrt#^L$iUis ±tcie«L/rL#BV1Sig!ii: t N L ^co^S^fel (C^B 

m.^fc-mttm ( c «jgo l^^^.^^-s c ists t lt it. thy-it««6« 

CHTM^nu^ SfbPM-lfjt^co L #1 S ^ C #1 t L T ti Jl IS co in < „ FR^^^ec 
mc J: 9 M « cr>>*- is 3 > frtf &~t& **v !f$Hirf* LuflJ t LT. 1 ic,n-$-t 

[0016J 

& *> . ^ ; * n - * ;t PM- I <^ L #1! V % = - H -t £ DNA£ t^^^S^5^; F-* p 
PM-k3£#t?^/lKE. coli DH5 a pPM-k3 & NC 1MB 4 0 3 5 6 i:LT. * * J V a - ~h >v \K 
m\h-\<nHmV i - K ~t Z> DNA^AT^S ~7* 7 X 5 K p PM-h 1 £ ^ t? * Bg |MiE. coli 

DH5 a pPM-h 1 NC 1MB 4 0 3 6 2 i:LT, 1 9 9 : *f 2 /3 1 1 B tc , National Collections of Ind 
ustrial and Marine Bacteria L i mi t e die ~T 7 -< * h 3km lc S rS § a F£^§t $ ti T & . 

t ; ^ a - ^-^m#PM-l^^^.-t S ^ -f 7 M H - vRMltt. FERM BP-2998 Hi, 1 
190¥7/!10Blc. teiL'ij m&Kmmr£ffim&m-#.mm±V>)&El-£> 9 - (&«Jfio<tf 

mm 1 t@ 1 mmi ^*S6 ) ic h ^miz^^B §^^gt$ nxv^, 

[0017], 

±ae<^ § r 5 j ^@e3rij § l mx \*h = - k -t z dna« , ?sm tc & t 

-T-SZi: lc li , v^x^#c?)CDR t h}A#<?)7 1, -i^- 7^tj)| (FR 

: Iramework r eg i on) ft «fc cRfr L fcDNA EM % » *S3g&ic * - >*- 7 -v 

SgP^lf-f £ J: 7 lcfV«! L .^^flsiio^ -J * l k ^<bPCR v£ ic <fc •? £-r£i-£, # 
<b*lfcDNA *t h})t#C ««*3-K-T*DHA ti§*SL. ft u T'l&Ja-< ? 7 - lc ffl A 

zti*&3i\zi$ALm±$iizzii\z£*) &*>nz (mmn g-ta.m&fflm^n 23940 
0 . mmftfr&m&m® 92-19759 #«o , 
[00 1 8 j 

g^^fl^^i-t J: 7 fcj)t#<30 5J-^^^^ 7 u _ A -7 _ ^tsjcoT 5 ^ r^^i:^ L T J: 
(Sato, K.et al., Cancer Res. ( 1 9 9 3) 5 3, 8 5 1 -S 5 6 > „ 

IfbfL. Mx.lt. Or K Cr2. C r 3 Xli C r 4 4«ffltSCt ^T'§ -5, 
[ 0 0 1 9 J 

flJTrtlC t; 'J A is 7+ >l £$tfiglftlc*S£-2 -tf f.DNA *>-E,VMJ-f-n^^ty-< 9 9 - Ic «k •? ^ 

t7 -r ^ 7 NB ij^)-/a 9 -/x> ^> ^— (human cytomegalovirus immediate early pr 
omo ter/enhancer ) ^?if|>: t A'TS^. 
[ 0 0 2 0 1 

*<7>i!blZ*JtBfl-Z-&m 3 tl.^,fn#: J&micffifflT-0 4 ^ a * - ^> ^_ 

(HEF 1 a ) tC t<7>m$immM&M<r> -f\3 t - 9 -/x> ^ > ^ - ^ ffl o tl «fc 

<yij^«. SV 40 7-a^-^-/x>^ > ^_^ f$ffl ^-^ Jt ^ Mulliian*><0^« (Mull 
nan. R. C. et al., Nature C9/9) 2 7?, 108-114) . %tz. HEF 1 a 1 n t - 9 -/ x. > 
^> -t -*fjffl-t * Mizushina ^>^^S' CMizushima. S. and N a g a t a. S. Nucleic 



Acids Res. (1990) IS. 5 3 2 2 ) \c Vtz. lz Z> Z k t)<X % Z> . 

[ 0 0 2 1 ] 

5 1**})l#Jlfe^*«ieEflSl»cJiSfr3 tT»3|3 if « 3 k i'T'S *. tf'Ji 14 7' a * - ? - k 
LT14. lacZT'c ? araB7'D =E - y-fc^if * Z k z> . lacZ"7o*=-?- 

* flE ffl £ # * Ward«bco?yv£ (Ward. E. S. et al.. Nature ( 1 9 8 9 ) 34!. 544-546 : Wa 
rd. E. S. et al. FASEB J. ( 1 9 9 2} 6. 2 4 2 2 - 2 42/ ) . a r aB ~f n ^ - 9 - -& i& HJ ~t S 

s Bet ter h<r>^'A (Better. M. el al. Science ( 1 9 8 8) 2 4 0, 1 0 4 1 - 1 0 4 3 ) fc&i.l4«kv> 

c 

[ 0 0 2 2 ] 

tKfo5T : &<r>rzth<r>i/ 7+>\,Wm k LT 14 > Afl®^ -< M "7 ? X u \z M£. £ £ i§ . pe 
IBx 7+>imm (Lei. S. P. et al J. Bacterid. (198?) 16 9. 4 3 79-4383) tliffltn 

tij;v-». ') y ? xu\zm± 2 titztafa-zftm t rz&. rtn¥<r>mm^:Miz >> y *-n k 

"(refold) LTdffltL ( M 2- 14 " W0 9 6/3 0 3 9 1 £ # M ) . 
[ 0 0 2 3 ] 

1S W *g «R i: L T 14 . SV 4 0 v SU-T'JH^. Tf /<to-v^ 
l^x (BPV) #*>**<7>*jtf>*fflvk -6 C k 3-bfC. ^ ±*fflfla^T-3fi1i;T => tf — ft 

J8 *B <?) tf> , #E3i -< ? ? - 14 jgtf? v - - k L T . r 3 ; r y =» v K * x ts h 7 y x -? x 
5-4* (APH ) 3Hk^, * 5 i> (TK) 3t€^. jdgI^*>f>/T->ta 

* y # x h 7>^7i7-4i (Ecogpt) 31 1l" T . >' * K a ilflTnSi ( d h I r ) it 47c T 
#*£t? z k 3. 

*5£Bfl-e<£ffl £ ft £ ft 11131 ic, ft m±&* f£ ffl "t -5 c k *>»T § * . J/tfr 

.f3 in <t> 14 x in v i t r ofc J: £f i n vivo <r> M & *>* 3h 6 K in v i t r o k L 

[ 0 0 2 4 ] 

s t# im us ift^^oiiia. it ft urn. xasfflnn/ia^fflo-s^^^^^^. 

UftiiSUTS, (!) PiH««BffiS. (50x14. CHO . COS . 5 x. a - „ BHK (baby hams 
ter kidney) . He L a . Vero&k. (2) m±Mmm. Mx.lt. T 7 >) * V > #x >i ID #*fflfla 
. £>SiM4(3) ft* AMIS. 150^14, s f 9 . s f 2 1 , Tn 5 & k* frfti h fix u S . « «fo 8B JIS fc L 
T 14 . + • 9 v u (N i co t i ana t ab a cum) & Jl5 60^fflfla /?*^n h tiT •) , c ti ^ ^ 

/u Xirg^f *it4 «t SKflBJJSk LT14. r^#. fjx.14. ^ <y ^ a 5 -h x ( S a c c h a r omy c e 
s ) m . 0J ^ f4 ^ v ij u 3 -b x • -fe u tr is x. ( Sa c c h a r omy c e s c e r e v i s i a e ) , . $1 z. 

\XT 7,^ >i >i (Aspergillus) JR. 0!l x. 14 T x n, ¥ >v X • — ij— (Aspergillus n i 
ger ) & ir 6»*n ^ fix v> & . 
[ 0 0 2 5 ] 

^jm*B«a%^fl3 f silo, aiiaaiiia*fflv»* jgffe*6**>*. HBta«Bflak.LTi4. ^nia 

(E. col i) «^H^43] h tiT , 

^in vitroTta?E-r<5 - k tc =k ►) tft # ft* f# «b ft * . iSiEtts £f ^d<^ lc t^v^f 7 . fiJ^. 
14. tgftJftkLT. DMEMs MEM » RPMI1 6 4 0 , IMDM* mm ~t Z> Z k a«T § . AS JM Vh (FC 
S ) 9?^lli«i**ffflf iCktTSi. tn^fflfe^ *i|t A L fc«BJe*Ki^<ofli 

IBf -N^tZfclcJ:^ in vivo \z X M± L X »b «k 

[ 0 0 2 6 ] 

in vivo ^14.1^ LTIJ, Ift^tEfJffl-r S *fi^ ^ flgffl Slil^ 1 ? 

DflLM^J^ k L T 14 . -\»*, 7* ^ , t'V^. y"!7X. ^y^-ir*ftH^:ti)'T-|5 ( 
Vicki C laser, SPECTRUM Biotechnology Applications, 1 9 9 3 ) « S/z.ft*kLTl4, ^ 

[ 0 0 2 7 ] 

c n ^^i^xi4 n.m\ztKwm ft^^m a l . f/j^xi4tt^<^4*i*iT-m44;^ri^^-if. 



■@JR-t*. m*.t£. tfittii^^* p ii -tf i > co =k 7 tc%ft* lc HI % lc jg & 3 ft £ WO 

SilfriHK 7* a-t?DNA Sr/V* -^^cofE^viA L , Z colE^irJco *r^m At -5 . 
M L £^^>o£]i £ tl £ F- 7 > X>> x - -v * -V^Xli ^co^jb'jS^-T £ flrf" <b Pff !i 
CO ft # £ # £ . F- 7 > x--7 ? *> > jg £ 3 n^^ScO^^^t* #t7+*£lf flD $ 
**fc*>lc. il**t>4h 9>^i»i-y ^t^tffifflLTtio. (Ebert. K. M. 
et al., Bio/Technology (1994) 12, 689-702 ) . 
[ 0 0 2 8] 

*-(3'feHiu4*6« H ft^ffitt^fci^^A L£'<* ^ n ^ i ;u *M =1 lc 
S^^-tf:, Z co 77 -f 3 co#i£ =k 7 pffSa^JAi** ^ * (Maeda, S. et al.. Nature (1985) 
315. 59 2 -5 9 4 ) . <? <b IZ . ? >< =1 fcfflu £ S £J co ft # it « ^ * ^ * 5 - 

, #'J £ lipMON 5 3 0 icjf A L . Z co 7 9 — ^ Ag r 0 b a c t e r i u 111 tumelaciens Oi^S'^f 
•J Tfca£ A"**. Z * t 'J T 7 ><r =j . #j JL tiN j co t i ana t a b a c urn lc ftS^r $ ■£ . * 9 
nmmcn>tn.'fc-&'ftZ> (Julian, K.-C. Ma et al., Eur. J. Immunol. (1980 2 
4, 131-138) o 
[ 0 0 2 9 ] 

±i£co j: 7 \z in vitioXttin vivo T#i;#*ji!£-*aJ8£-. fit#fi#I (H #1 

) xitMim a m) *3-k*sdna « iciest * ? -tzffi*j^T^*.*is]D?0g 

? ^Tt L , £> h VMiH #Kfc «k VL #fi * n - H "f £ DNA ^m-co£|31^ ? ? - \Z 
*&^iAA,T*. «±*^HIk«5 *T1» J=v^ (SRmffaSJW&gBS^WO- 9 4-1 1523 #F3) . 
[ 0 0 3 0 ] 

#f&Bfl*> t h sHLPM-itft#co^ f m^uv2 %iiii&-r s ic a, t txmm^n 
? > 9 %<nftizkftmm~?z> * ^ 7 " h > * ^otsi***w ; £ u < . 4=1*1* 

1*1. Ah, £uft & tc ri * f -5 ^ ^ h >**f£ffl£ - lc §fi & * -< f V > TIE 

31^***^ <, tfc&ia (^Jxia-, *vt) \z s -< ^ h > ^fflus ^maic^/j^ 

If ^ 7* 7 7- 1 Jk U 2 <7>£/£jt?*?& irE^ tl-f , 7' h > ^tifttt^ 7* h > & 

t*^t?tStfe*fflt^T t r- S!ftPM-UA#%ftS!Ji^**^. "t 7- 9 7' 1 2 ^OJt^^r^ 

[ 0 0 3 1 ] 

Z # -5 . 4^l%Bfl T mm 2 ft 2> taf^co frffi . It T 7 -i — t- -f - 9 n v h r 3 7 -f 

— tc J: 7 Z i: T* § -5 o T7 -(zf-(-^D7|> ^r^7 -f — iCfflOS^^^fcLTJJ 

» fJ^tf. 7*DT-f>A Jl=>U. 7'OT-f>G ?!7 ^ A 6*^11* »b *1 -5 . 7'qf-OA t] =7 U 

\zm^ Z&fat IT, fiJili. Hyper D , POROS . Sepharose F. F. W <o ft Z . ^ co 

S t cox- 1± 
[ 0 0 3 2 ] 

^co *5^^D7h ^77 -r — , m z_ it A if y 9 u h r^7 -r — . m4< 9 a -7 k r 

7 7 -f — v t F'o^yT><H F ?avF ?*77 ^ - . V^^3li^a- : 7'F^77-f — & £r 
cOii^a-^-eiCJcoT^T^ Z i: i>* ttj 5f5 -5 . 

jgic m^w-A. urn. T&tf^&mMMH. it #*&bht-& 

ffl^tl^,}lt#*^ll. ffl«t4:k* , TS4. Z tl ^ co ^ a ^ h ^77 1 - ttF'PLC (Fast 
protein liquid chromatography) a!UiHPL& (High p e r I o rinan c e liquid chromatography 
) L^£n itfflHPLC (reverse phase HPLC) tfflnTt J;^. 

[ 0 0 3 3 ] 



■f%£>*>. M.ft!&<nm%.lz J: SJf^-lC {J. PBS(-)Tjg^lc#fRLfcgU 2 8 0 nin<7>MJg*r 
IiJ£L, 1 mg/ml *«1.35.0D t LTlUjt^. S fz . ELISA Ic .J: S if tr \t M.T <r> «fc 7 ic 
ilj£-r S Z i: b'X'B 0. lMS&flfcttffft (»H9. 6 ) T- I M Lfc 

-V ^ftfCt h IgC (TACftU ) 100Mlft965^-/L-l» (Nuncflffl) ic/jo*. 4 'C T* - B& W > - 
-< - is 3 > L . fit HI *B ffc-T £ o -fu v r<r>$t, ii i: .^ffi L £ ^ Bfl t- (£ ffl 2 tt -5 
tattXtifctM #t?-tf > 7*;u . <fc -5 vni1f?D u D i: LTt I- I g G ( CAPPELWJ 1 00 /* 1 £^ftD L 

[ 0 0 3 4 ] 

i5fc#&. 5»00fg*fl*K L fcT n, # >J 7 * X 7 t 9 -umi&Vi t h l«G (BIO SOURCES!!) I 
00 M 1 *l!Di. SfilCT 1 ^PlO^^-^-h tl.. v5fc"#&. iHSS^W -f > ^ » "* 
9 Ml CROP LATE READER Model 3550 (Bio-Rad M) £ ffl ^ T 4 0 5 nm T 

[ 0 0 3 5 ] 

*SH^u^co t h mitfM-\triib<r> V 9 7*iJ s 4=.3£<7> h SHLPM- 1 ffitt k * H fa ic loj c 

fmtfcgl.'SL neftS««> Witt, f?#U > ■* > - *7 AjaM-M-W^. *n->fi|. ft* 

KfffV7-e^, £#'l± =: 'J t ^ K- - x s |£ , ^x-^u>^<^8¥, lA^f 

Mxtf. *»tt#«itt, ^t^i7>|, wit y->/tia, ^iift ; SSifcffi, #J 

a , hi vflsiftji > EBVi&jfcs ; mmm ; * <r> ft, ^7x?f o-y^ lu^o^ 

'J > 7m . jit Jfii # £ ft . 4T * U < JJ x tt'14 0f> *7 ^ . -?7X7^n-y^> 

[ 0 0 3 6 ] 

a* a:. ^»«r t<wfl#jiRrta«. wu&rtaw. w»rtaw. fRm^mm. ikr 
aw. ai, «ptt»iS»J4 ir^^iR-r -s c t . a*<?>^iA. fifttioi 

frb 100 mg«50iBHTStttiS. *>*VM1. .S%*>fc 9 1 — ' 1 0 0 0 mg , iff * L < li 5~50mg 
[ 0 0 3 7 ] 

iff * Lv^4i« SJ9-^»tt. i: U -fe 7" y - fit <Z> i§ l^K U . ifil + Ic 7 -J 

1 Tfl (4 WV%) ICO. 5 mg^'b40rag. if t. L < li 1 Djir«b2 0ng* 1 0 6- «b 0 ^-(t T , 
m*. IX 2 @/3H. 10/38. 10/23B. 1 0/ 4 M % £ ^ * * >-* * - ^ * ^ 

tfo^mi^viW. ftTttW4 2r»^»-p, Jft-^"t ^» ^"ffi 4 -5 . a ^ v - - >i \t , 

ffivtnm.mte & zftiB.%Ltft&m<nmft&wim l & *»«b 2 0/a*>* ^ a 1 0/iifc^ 1 0/ 

[ 0 0 3 8 ] 

* 31 w g ^ ^fl (ft j» tt . Jft^«»JX«TB*«lcfFSgti*ifl#^*»iW*«»c#t?t 
<OT-J)oTlJ;i>. Z<7> J; 7 'Sr^^fe £ V *m «HJ <rc 09 i: L T . xK. K ae S5IC *F S 3 *i * M 

o >; K > . t!7 ^ # tr — >V * 'J V — . > f 'I'-bl' n - h V 7>> *')7 

^ V ^ gf-*- h s ) *7 T >l *c > Wt 1- V- 'J7A. * h 7 > . *ii|!^y / f 

>j^7^ N ^.^^.^^ ^^j U ^, jUn _x. x ^ ^ -b ^ n — X , *f > 7 > tf U . 

T^T^iv, ^ -tf > „ 4f 7 f- > . ^ 7C . y ^ ') -h 'I > > 7 f P tf U > ^ 9 = - A, . # 'J 



if i, > r 'J n -t > s > < 7 7 i > » x ' -T- t >) it ~r n a — n „ xtt')>|, t 

h nk ft r #u 7* 5 > ( HSA ) . v > — h - iU , VA^H/k 5 ^ h — x , g V v&Jjd £: L 

[ 0 0 3 9 ] 

( 1 ) b b llj ljuz: 2 -tn.^PM- <nmm 

Hi rata>><0?jv£ (J. Immunol. , H 3 : 2 9 0 0-2 9 0 6. 1 98 9 ) \Z £ *) ftf& L TztK I L-6 RtftttMT 1 8^£ 
CNBr IC «t 9 ift'ttffcS ttt7 r a-X)B (Pharmacia Fine Chemicals ^ Piscataway. NJ 
) t ffitt<7>9&to \z L .T*fi i-n- $ -frs IL-5R ( Yamasaki ^ s Science "2 41:825-828. 1988 
) *««Lfc. 
[ 0 0 4 0 ] 

-tftfr*., t h 5 x a - ^*«**U2GG£ 1 % J> * h -> (Wako Chemical s$H) . 10 mM 
h 1 m - * r ; > ( pH 7.8) * 2/0. : 5 M NaC I % # tf 1 mM P — '< 7 T 5 ; 7 x — * 
> 7 > x ;u 7 * x ji y >i it ? A Y -f K a 7 a K (Wako Chemi c a I sty ) ( >-* h — > $1 
» ft ) T- dT>§ -ft t , -b 7 r a - x 4 B t* - X t *S £■ 3 H TzWl 1 8#t ft t U & L . * , 
tr - X£ ^ h ->#*ftT 6 0ifc# L , feJSlcfflo SSB:fr*Sfty IL-6RJ: U fc. 

BALB/c^"? x£ 3X 10 9 fi^U 2 6 6 ,«lfla^ "b#/i±iB3l5^!tt«l IL-6RT- 10 □ £ IC 4 

*S^±V*^TsB^^vilCT IL-6R^<?>«e^Stt*»l^fc. 5X 1 0 7 (MI^ U26 6*0)13 £ 3 5S- > f- 
j|-x> (2.5 mCi) ±16^ <f h = > *S S ft T "T iS ft L fc. 

[ 0 0 4 1 ] 

. HTSft L /i U 2 6 6 iNB JIS * 0. 04ml§S^-b^ r a- ^4Btr-Xk^-^S If fc MT 1 8}a ft i: U & 
L , -e^^:. x^f h ->*lj&ftT 6 IeIv5t^L . 0. 25 ml<7) x h - > ^jfrft ( »H 3. 4) \z 
<fc»>35S->*:*->«!!a8tlL-6R*»E!U3-<±. 0.0 2 5 ml 60 1M Tr i s ( pH 7.4) T + fr L 
c 0.0 5 ml ;n <f 'J K — vtg^ Jivf -£ 0. 0 : m I cr> p r 0 1 e i nG -h 7 r a — x ( Ph r am a c i aiH ) 

ift^L^St. -b ^ r d - A^±|r3Tlii!! L feO. 0 0 5 mlco 35 S^ISi I L-6R'Sft i: t ^ fc ^ > 
Jfa^-KLfc. ftSitM«'-»H*SDS-PACET^<>f U . I L-6 R i: JSfC"t S ^ A ~f . V K - v±g 

K- vPM-l^<bffi±3 *l£ IL-6RWftPM-UJ. I e G 1 «r ^<7)^ ~f 9 O'tflt^. 
[ 0 0 4 2 ] 

^ -f 7* 'J H - -vPM-1 5it#^ t: hlL-6RlcW-rsiL-6<oSS-&lfl®a'l4*t h 2 

x n - -^*Oflat*L266^ffl ^Tl^fc, t h «S I ^Hffl «fc 0 99 SU L (Hirancb, 

Immunol. Lett. . 17 : 4 1- 1988) . ?K * h > - ^ > ? - MM (New England Nuclear. Boston. M 
A) \z**) l2 *\MmLfz (Taga^. J. Exp. Med. 1 6 6 : 9 6 7 . 1 9 8 7 ) . 4 X 1 0 5 1l)6OU26 . 
lOO^fi^OiSfJ ft^^IS(IL-6co?¥liTTgSlcT » lufp^, 7 0% ( v/v ) co ^ 7* 'J K - v 
PM-1<?)*S«±ySA V 1 4 0 0 0 CPM <n 125|^gRIL-6 i: k tlclBft Lfe. 70 m |tf> ■* > "7 4, * 4 00 
m A 9 p 7 a. — x # 'J x f L- > f a. - -7*|c Ail .fc 3 0 0 m l<^FCS±lcfi^ L . 3'D<o^ 

x fUB A3 Jt <?> ]K Vfi I* «U L fc. n^T-.j h'-^PM-lio'litS^^tt. IL-6 

<r> IL-6Rlcj^-t -5 3 k i»*B^^ 1 ft o fc. 

[ 0 0 4 3 ] 

( 2 ) h K aJln--f*hPM-l<7>fFrft 

SRSiff 3 ! lF, , l , ,IHftraS^WO 9 2/ 1 9 7 5 9 ^&ffi<?)^J6fllJl0lcSB*§ tltt hio>r-y 3> 
7t^^ - I a7-o*-?-£;R|fflL, « r^ ¥ 8-9 9 9 0 2^ i>«60 # % «ij 2 lcIB«S^ tlfzli 



9 -^mmm\zn x-t z z tvz * *) f?m it^ ^fbPM-im# (ft t h il-6 l -t -? 9 - 

trmiilllSMzTmU L fc. $ <b tc, hPM-ltt v O Alt-*** J: v i 7 tfttt k IBJ13IC. 
[ 0 0 4 4 ] 

A*<^t; hmit?M-ltn.i*Tkmzrzdb\Z. JEBUfflflS* m Hlx M Jfint AS It * fz li * <7>M.l§ 

te^fHa. -fiiccHo^iiiaotg^jcii l ^ismx-ft ^ rz, am^izitH 
fnm#cr>$iMA*m j r^tzy>. m <? comww-zmi^z z t **pj mx-ih^ rz. ^<t>4»t-. & 
ii^ 7- h > ia-^icc: < fflu'b fttv^s. ^ftK ifl . ^ca. k ici*-r^>^ 

[ 0 0 4 5 ] 

IEJ& 2 *i ft # . -SJfi4^7A?o7^77^, #J £ t 7 -r ^ - 

• 7avh:T i 77-f— , -I * > 35$ ? a v h 7 7 A — s JlTk^o ^> 7 7 -f — x t K 
n y T a- ? h 7 a v h r 7 7 >f — . y)^i?P7h -f — 5fc <?> *R ^ n- i5 1± fC 

nfc. z^fr^-mit. mwi&ik^y b >~&m^fzM&\zij ^LibfLrz. 

[ 0 0 4 6 ] 

IftntLT. t h 3>ftPM-Uaft<7>4i#3> (Main k £ J§ <& ) . ^ M f A ft "7" 

M^1&V^t*M^2> It IS H k L T . t h m ffcPM- UA# C-*J^ 

ic^ft L . C-4;«^>Glyi!)''l^* 5 V S e r -L e u-S e r -L e u-S e r -P r 0 ( SL SLSP ) JkU * 

0>l-Mmi\*tF~r 5 K ftS Jlfc^ H SLSLSP-NH 2 ^ Lfc. ^ V ^ H SLSLSP^^-7- 5 
Kft^^f HSLSLSP-NH 2 ttfk^^-^Ufc. th^fbPM-lKft Main. Ml J7i # <o ^ ^ ? -f 
^ 1 ^V^" -t 9 -i -J 2 \i. UlSfelJlJ 1 T*^^:t h aHtPM-ltftft fc v Tie<50/j>iT, t> 7 * 

[ 0 0 4 7 ] 

^ 7 LTPoly LC IS! Poly CAT A (100X4. 5 mm) . if - K ij => u t L T Po I y LC $S!P 
oly CAT A Javelin guard (10X4. 0 mm)*{£ffl L^-o ^Iftffl k LT, &mWA ( 0. 05% N 
aN 3 *#ty pH 6. 1 2 5 111 M 2- tN-^E ti * 'J ^]i?>At ^ >ISf*girJft) ^^l^f^ia B (250 
mM SF^tH h ^ A k 0. 05% NaN 3 ^#typH 6. 1<^25 inM 2- [N-^ >i * ; ] x * > 7. ;u * > 
ifHi^) ^fhlL/:. ^ 9 x x> h 0kft\t. ®W}WB>(»\£m-& . Ot>/35%, 5t>/35% 
. 59^/60%. 60t>/100% k Lfe. * 1 n \/9t k L , 28 Onnlc tt * iBs^or mflR^tK »c 

[ 0 0 4 8 ] 

• h a*YKPM-l tt # Main. UZ! 1 K U *f 7' 9 ±7j£MMMJL 

2 0 0 Mfflll^t h SffcPM-'. JA# Main, ^ ^ 9 <i f 1 & V ^ 7* 7 7' 2 * . *ti?tl 

m% mw* mm * - k -v ( 5 - -b > h . iv-d icAti.. %t-&fflt&m (? m rT-y 

> , 1 mM x^ i>y'7^> HBlFK*#-typH 8. 3 <=o i 0 0 mM 2-7- 5 ; -2-t K a * > > 
], 3-7*0 ><> ii, - tef&mWiW.) */jD^.T^M-g: 5 0 0 M LkLfe. *-h 'J';^«5t 

TviS'kL. iftM**9bO MLkLfc. ^ * a * * - t" lc £ ImNIX L . * JRI jg ift ( B0 SC 
klSJ-fflfig) ^^D^.^fi^ 3 0 0 ultLfz, 
[ 0 0 4 9 ] 

&H§<&lz DTT>giS (162 mM^* ft^Mh - /u ^ # t? '14 v§ ) 5 0 M l^fWz. ^ y K x 
^-^tljIIJL, tIS7*a *j ? tiplVCT'.mWWLW. Lfc. S «b lc. IAAiB*(4I7 mM □ - 



Ktt*%£-tfO. 2 N*»rt:t h 'J^Aigft) 45m L*Jjnj*., T 3 7 TC T* 3 0# ffl & B L fc. 
JK(CJ**HI*R L s out* ^«f^-a.--/*fflv»TTri$-HCI*l»* (2M 

^3£% a-t?pH 8. 0 J o 0 mM 2-r 5 J -2-fc H n ^ x > * ^ -1 . 3-7" c >«> x * — * - 
*«irft) 5 0 0 mLi:WL . 20lf HflJSfr (^*fflH : w. = 8 0 0 0 . ^^H? ^381) * 

*T & o . jgflf L » ft- * 13 L » ^ix^ftWzY ') 7 > > v§ ft ( h 'J ^ $, > * T r i s -HC I Wl 
mm (BulBt IBJ C fljft) tcig8?L250 n8/;uLJ:t-5) ^20 mLJjd*., 37 CTimBttl 

[ 0 0 5 0 1 

b !i > 4t>i» aft ft y bp isas \l#i2lM 

±.m<r>M *) P 'J -f ; y y Sail L fcttfMO «t Ltfttt * o v h r 7 7 -Ht^f ( LC-MS/MS 
) m felzmLfz* ft? if Klgft. BP*>. SLSLSPigft C SLSLSP^ U 4 nUtt 

h) RU SLSLSP-NH 2 >§ft ( SLSLSP-NH 2 ^ * IC >Sfi? L 4 nMht^) tCov^Ttt. 5 0 at 
ft #: ? n v h ^77 - Il^tflcffiLt, 
[ 0 0 5 1 1 

ck ODS ( 2 5 0X 2. 0 ram. 5 p. nu 3 0 0 A ) * f* ffl L fc. IflfflUT- IMA (UH')7 

* *nBfgfc*!Srt?5%T-fe p - p m * vSft) &^^lft*HB (o. \%h ') -7 & * a 

, 10t>/O%, I20t>/35%, 140t>/35% i: L fc. tftil * 0. 2 mL/# fc L . 215 n ■ ic ** It * »S 
[ 0 0 5 2 1 

( 1 ) it%tmm-<7* HiK«-^»s 

(a) P* ®r£rSLSLSP^PJ5£ 

HI 1 ~0 3 tt, ^"T** KBfM-SLSLSP^ftf*: f P 7 (LC) - gfi?>4W (MS) 

0 1 <r>±.8t\tmnna>i&Wztolii Lfz > a v p 77 z*t^ L . T&ti^-xe 
-^□7K7^^t. @2li7X^^nit5pL- -5- L . T HI 3 It X - u * * v > 
t. ^ 9 h iu ^ -f . ^ ^ tl 7c 7> Tfi ( 6 0 2.2 ) £ , I£ jft ffi ( 6 0 2 . 3 ; i^T^ntTvb^ 
kser -KLfc (B2JSVH3) . 
[ 0 0 5 3 1 

( b ) V 0rfi-SLSLSP-NH 2 *>iB£ 

0 4 ~ 6 WU Ifr^SLSLSP-NH^ftft * a v P r 7 7 ( LC ) - fC S 7> «f ( MS) *S 

**^-t. 0 4^±SlJ2l5BHi^^iT^!iiUfc^n7h A^^L, T^ti^-7. 

> ^ ^ >u£^t . i^ht^fl (601. 2) tt. II id ft (601. 3 ; =6 ; t -i V h \£ v * 
^fl) t (5 L 7c (H5&VH6)'. 

[ 0 0 5 4 1 

( c ) H Sfr/YSLSLSP i: SLSLSP-NH 2 ^ S ^ ^PJS 

(3 7~9!i. H StWSLSLSP t SLSLSP-NH 2 ^>jfi-&^ft^ . »*^7Fr77 (LC 

) - nmftffi (MS) ^s^^^-r. 0 7 *>±&tt2:5nii*>*fl-»T**ai Lfc ^ ° ^ h ^ 7 ^ 

TWl^-^7X^'<n***L * L T El 9 li . 07JC*5lt4«lfl^ffl51^T<o^- 

^tfO-^XX^i' h ^ £^t. pb)'^ K Hlf>T-li±ietfOft4* 9 O V h ^77 i-<D#:ftT'7t 

^ leasts tifc. 
[ 0 0 5 5 1 

( 2 ) e k tg-fhPM-mr -ac^H^gr.^-afttMiiS^ ftg*ff 

(a) t h SlfbPM-UTt* (Main) <w H#fiC*JW«lii^»*f 

El 1 0<^ A lc t h m ftPM- 1 t>t# (Main) 7C/.77 * # ^ -> > t ^ ft L . h 'J > > ft 
Lf;^7f M-<7f K7"v7'^$t„ H#I C * SW IBf «iO ffi B * W ^ * ^ EI10<^BIC 
fcoTSLSLSPC C m/z 6 6 0. 3 ±0. 5 \z It * MU © * - ^ M > 7* ) (7). EllOfiOC iCfcv^TSLS 



LSP-NH 2 C m/z 6 0 2 . 3 ± 0. 5 Ic to It S jglR ft « - 9 >) > r) <r> , * L T El 1 0<z> D Ic v% X SLS 
LSP (m/z 6 0 3. 5 ±0. 5 Ic to It S ig K S3 « - 9 'J > llcooT^MS^ K ^ 

At^f. SLSLSPGfcffi^-tS tt- 9 fc*49. 7 # Ic ifj 5 ti SLSLSP-NH 2 ,& VSLSLSP<?> 

*fI*lfT^^f F77 r > > h-tt^F^EL4*»^/i. 
[ 0 0 5 6 ] 

01I~013IJ. tt L- SHfcPM-ltfi* (Ma in) £jI7l/^ * ^ x > t- * ft L . K 'J 7* x >' 
Lfc^^f K *>LC-MS/MS##f<0if5ill*^-*. 121 1 1 ^ ±& li 2 1 5 n m<» SS ft- <* ft Lt 
^avhr^^^r^L. Tgli^-^t'-^p7F 77i,?:^t, 0 1 2 tt . HI He ^ It 
€>f*^Kf(^5D^-T<r>^ — ^7^^-<n**i<L> * L T 121 1 3 tt * 121 1 1 i: loj i; tt* — * <0 

SLSLSPC^tf § &oT. tt S3HtPM-lf/E# (Main) M^J ^ H IS C a - 

SLSLSPGSJ"J*ftfo***/T<3 tit. 
[ 0 0 5 7 ] 

( b ) tt h Mit?to-ltjii¥*t ~t * 7 * 1 H #AC5fc J* *J)S 

PI 14 <0 A IC tt h ^.ftPM-lta-f^-t 9 -i -7 1 ^jffi7C/^7 A, t' * x > f- >l ft L „ h 

B icfcvTSLSLSPC (m/z 6 6 0. 3 ±0. 5 \z to tt * MIR ft =E - 7 'J > X) <?> , 014<oC ICisu 
TSLSLSP-NH 2 (m/z 60 2. 3±0. 5lc:feSt 4 jBIRW « =■ ? > **) ^ -f LT014<75DlCiaV^ 
TSLSLSP (m/z 6 0 3. 3 ± 0.. 5 IC J* It £ igJRft ^ - 9 'J > X) (OftfiOViT^MSf h 
77i,^^f. SLSLSPCIC+f^-t h tt- ? fc*47. 1 m i n IC *fc ft <? *l £: <7>IC ;/]D £ . SLSLSP-NH 2 
lc*S^t£tt-?*b46.2 minlcl&#>'bft£. ( 0 1 4 D ic fcu T #TM 6 0 3. i<r> tt - ? **4 

6 n\nrt&izUibhnrzfr. ftmmfflfr%si$is?x-it%^, ) 

[ 0 0 5 8 ] 

015~0l7tt. tt h SfkPM-lJa#-t 7* ? -f 7* 1 ^ifflTt/^ ^ jK x > ^ * ft h 'J ^ 
x > -1 fLL . ^ * H <?)LC-MS/MS^#r <?)ifS* ( EJ 14<50B<50 f - ^ ICOOT ) ^^t. '015 
«o±Sl±215nm^^^^T^ai L t ? d 7 h r^At^L T&tt - * - 7 7 nj? I- 
EllBtt. 0 lStcfclt ^ ff rt^rW48^T-<50 tf - 9 <n-? x x -< ? h * L . 
f lT01?li, 0 1 6 £ IB] c - ? <50 X - a ^ v > * ^ ? h 'U £ ^ . 
[ 0 0 5 9 ] 

018~0 2OIJ. > ^ftPM-im^^ ^ ^ -f ^ 1 ^®7C/^ 1 X* -> > * fcLj h'^ 
x > >^ft Lfc^^f H <50LC-MS/MS^*f <?)!K* (014<^)C<^tt--^lcov^T) t^t. 018 
<fc±Rtt215nn*>Jlfcfl-tt-C2|*fli L- fc ^ n v h ^^^^^L, T^U ^- * tt - ^ 9 uj? V 

0 1 Hi. 0l8lc*Jlt&ft}lFli?F?8 4 6:frT-<5O tt- 9<r>^^7.^ 9 h 
f 0 l S i: Iri] C tt — f co X-AX^t> X ^ ^ h ^ ^ "T . 

*fem 5 tife tt- ^ lir 5 >» »SJUSLSlSPC&VSLSLSP-HH2*»-3* 
zj^^tir;. i.T, tt h ^ftPM-ltn^^" t- y >f 7' 1 <oH« C ^^^5-^ li-SLSLSPG. t 

7 -^H-SLSLSP-NH 2 KW*«P ofi^d 

[ 0 0 6 0 ] 

( c ) tt h siftPM-ifft^-t 7- nx2 cnwni^^mm^mm 

0 2 1 60 A ic tt H ftPM- \tXW -t 7- 9 >f 7* 2 ^ ® 7t/^ * * * x > ' n, it U . h 'J 7" x > 

sitifc^^f p^^^f p'^i^t. hip. c ^ifjp^^^ * fz#> . 02i<7> 

Blcfcv^TSLSLSPG (m/z 6 6 0. 3 ± 0. 5 Ic *r It S M1R W ^ - ^ '> > ^ ) 0 2l<^C lc^v» 
TSLSLSP-NH 2 (m/z 6 0 2. 3 ±0. 5 IC is It £ SJK ft * - ^ > ^*) L T 0 2 1 <r> D IC U 

TSLSLSP (m/z 6 0 3. 3 ±0. 5 IC to It -5 jgJR ft =E - 9 >) > c7)^^»|c^v^T<^MS^a-7h 
r^^TFt. SLSLSPGICW ^t^> tt- ^ ^fS^IC^ttl $ nfczj*. SLSLSP-NH 2 lc*H It* 
tt - 9 to* & *) <& < WiliiZ tlfz. ( |*|2 6tf> D t Jjv>T^-^« 6 0 3. 3^0 tt" - 9 A* 4 5 # 34 Ic 
dhhtifzii** tf ? it SLSLSPT-li 5ro. ) 

[ 0 0 6 1 ] 

0 22-0 24 li. tt h gjUtPM-llft-f*-* 7' ? 7 2 ^Btc/^ * jK'dp x > t- * ft L , S ') 7" 
x > -1 f t L /i -< X t- K <?>LC-MS/MS^*f ^)«S**^-t. 0 2 2<» ±S 2 1 5nm«^^^*ST*fe ll! 



L/;?a7h ri^^fL TStt^-xt^-^pvh r?i>t*t. 13 2 3 li . 13221c 
ft & f?}f Bf H8 4 5t>T?<Z> tr— 9 <r> v x x ^ 2 h a- L , f LT02m, H23tRH:tr- 
^WX-i.XJft^^^i'h'^^t. z h h <r> fa % frh » *fc ttj 2 *l f - 9 It T 3 V Wc. 
Kjy'SLSLSP-NH 2 *Jf fc£ o T s h SHLPM-lt/tf*-* "/ * 7 X 2 ^jiEj^c^H 
M C *JWtt-SLSLSP-NH 2 Be^J*Jf o^<>*^ Sllfc. 
[ 0 0 6 2 J 

£ fifc #il 2 • b & J lb pm- i ffi: it ■/ 9 >i - 2! 1 tty-»-/r>i -7'J<o**lfovtt#<7> jj 5? 
( 1 ) IL-6ft§#«3-SStttf>fl!IS 
( a ) MX ft ft 

W\^.ftftit. h lecO-L^lc =fc •) ft # o fc. 

1) pH SJ^j^lrf h -J ^Aiiw$fflv^T5 m j/mLlcflifR L fc#t'IL-6 U -k 7' 7 - tri -ft 
^, -r A ; -7* U - h ^Ofr^ x >l ic IDC nLf o|/)DL, mfel£l±ftpfrTJ&H"**. 

2) &-7X a^O. 0 5'%* 'J V A K 20*S-t> 'J >g£*f ir^II^JS* (Ul&RB) 3 0 0 4 

3) ^-!7i'Uc]1^tAiT4 7' = >t^t?pH 3. I CO h V A M. &M fr fflt ( DB) 200 
[ 0 0 6 3 ] 

4) ^x^^^SS^Tfct. DBfcffluTO. 1 a g/mLlC^m L feBJ^'l* IL-6^^#100 

5) §7i'^RB 3 0 0 m LT'3(H)l5t# "t h . 

6) — J£*> ftMRA^^-tyDB^fflv^T^P&^m L fcga**ig»U0O mL^§7i^ i; 
^JjdL. gfiT 1 Bf IB Jfc E -* 5 . 

7) §9i*^RB 3 0 0 m Li*o T-3 0-;^j#i--5 . 

8) DB*fflv*T0.5 m «/mUc fi§ |R t t a # y 7 * x "7 r 9 - -tf^ISS * h u "7 h r f ! J 

>ioo M l^s^i'mc^^l , sst' s . 

[ 0 0 6 4 1 

0) >f a ^ V L - h <50g- ^7 x a, £RB 3 0 0 *i L*?5lEH5fci$-f 

10) %feStH8 (SIGMA FAST pNitropheny) Phosphate) L. g-^x/MciOO 

^MT-3o»p^sta^- 

.11) & ^ x * en Jxfc&co 4 0 5 nmlc felt -5 KSJtft t; 6 5 5 n m fctf- £ nftiR^ 60 g itt^*> -5 . 
12) fitzvlk9Lm.fr % . T-*Tift*ftJ£«j (3 + 3) fc* 9 &K»S*«o«&i£tt*»ai* 
s . 

[ 0 0 6 5 ] 

( b ) a* 

[H 1 ] 



&1 



1 -r ^ 






£3fcS3 (Main) 


1.04x10* 


100% 




1. 13 x lO 3 


109% 




1.12xiO s 


108% 



[ 0 0 6 6 ] 

m 1 (Mfc&frb^ t h mitfU-\tXi¥ (Mam) . *?M^K is &.Tf*t ~f 9 -\ ~? 2 tt , 
SI (els] c tftJB*S-frft* Ly>^c i: a* BH «b T *> £ . 
[ 0 0 6 7 ] 

( 2 ) KT-3iHflJBJS»ffi.S 
( a ) jWffi^a 

PJJE^^tt h'ie<7>X£Elc =k MTiot. 

1) vOD^L-FW&^iil:, RPMItgUj»T-2 ng/mLlc^sfR L fc IL-6-iSJ£50 n L^r^S 
^HLfci, RPMItSiUjT&IMfK L 50 a LflD £ * . £ Js . f 7 > f <7> x 4 1: 
ttRPMU5«!l50 m l-£fWz_Z> . 

2) 55IC. &^x;UcRPMI*8tt!i*fflv'»T5X104 eel I s/mL£»£ L fcKT-3i«HJIS#iei£* 10 
0 a L'» L , CO2 'f ' < - ? - A"? 3 H W*8 3*"*-*. 

[ 0 0 6 8 ] 

3) &-?iilC, RPMItgii!!T\ii^ tC^ffi L £ 3 H-^ 3 v>ygv£50 mL^/JDL. C0 2 -f > 

df-^^-^-i^T-oi^rat^^-r*. 

5) # 7 * 7 ;u 7 - Sff U > x £ m ^ T l O^ra^lt* L . * H^^HT fln 

n »*>*ifcfltwsnt* 4 'b . ¥ ft (4+4) ic * 9 **jg ± a tt 

[ 0 0 6 9 ] 
[2*2] 



t hMitPM-itit^^^-f^ttiiiSiamiassit 









±3feSi (Main) 


1.00x10 s 


100% 




1.02X10 3 


102% 




1.01 * 10* 


101% 



[ 0 0 7 0 ] 

m 2 <r>H$%fr<b . t h SSfLPM-li/ifls (Main) . ^ 7* ? -f 7* 1 . «fc <7 f 9 4 f 2 tt . 
35H»lcimi;iWJia-i«»liaS«tt*^-tC i: 6«W«o^T**. 

[ hi ffi «o ra m * k nu ] 

[ 0 0 7 1 ] 

[SI] Hlltts K Iffn-SLSLSPtfOvS^ ? n v h r^7 (LC) - fl^i (MS) 

i:fcin«#?o7h r 9 7 .-f - <75 ±.mt 2 1 bnm«o^^*l T*tr ttj L * 

[02] 02 tt. ^-7* h*»fM-SLSLSP<?5*# ?Q7K77 (LC) - Hl^*f (MS) 
IC It -5 -v * X -< ? h^4/T<t. 
[03] EI 3 tt, ^7-* K»t>t-SLSLSP<^J«# ? n ^ H 7 7 (LC) - WMLftffi (MS) 



lz to It £ X — U A * > * ^ * K ^ * ^ "t . 

[EI 4 ] 0 4 Us ^ t** K Bf/rSLSLSP-NH^iti*: ?n7h777 (LC) -li^tf ( 
MS) ic »•* * o ^ h 7 7 7 -f-^^m^^L, ±&l±215nin<75!J£yK*Sn?*feaj L 
? o 7 t- r^^^^u. TSU^-^f-^ ^D7i- r ^ ^ ^ -f , 

[135] 05tt> -< K Br A-SLSLSF-NH 2 ^ift# f * h ^7 ( LC) - H«^«f ( 
MS) lc .felt Z v 7. x V V >i 

ima] m 6 \t. s* BrM-sLSLSP-NH 2 <o;tf* ?o7K?7 (lo -n^tf ( 

MS) lc felt £ X- U s\ * * > * * h ^ -fr^-t . 
[1217] 121 7 lis ^ -7' * K Bfn-SLSLSP J: SLSLSP-NH 2 <7> vM . JS# ? n v h 7* 7 
7 (LC) - Hl^tf (MS) icfclt Sift-* * n -7 h 7 -f - tfO|3^?:7jt L . ±&H21 

5 n ni ^fe ^ ^ -T* ^ Mi Lf;?P7h 77 A * /T< L s Tf£li-<- * V- ? ? a v h ^ 7 ^ 

% '7< . 

[138] 13 8 14* 13 7 lc tt S f* 8r Bf IfM -1 T <D - 9 h 'U*?r;-*-. 

[139] 13 9 lis 13 7 tc;fctt § <3is!#B?l3J5 l^T<o f - ? ^ ,v&7jk-t. 

[13 1 0 ] 13 1 OIC fcv^ T s A 14 s t: h 3HtPM-U/tf* (Ma in) ^MTt/T} >i jK^ v > f- 
>i> ft t H 'i Vy^SftLt^^f K<J)-<^^ K^'y 7"^^L ; B lc Jo v T SLSLSPC (m 
/z 6 6 0 . 3 ±0. 51C felt SSiRtt * ■=■ ? > **) <^s C IC *> o T SLSLSP-NH 2 (m/z 6 0 2. 3 
± 0. 5IC felt 5 jUREO ^ - 7 'J > r) cT), -?• LT Die fcv^T SLSLSP (m/z 6 0 3. 3 ±0. 5 
IC It & g JR fa t - 9 ') > 7* ) <so t> ^ g \z -d v* T <?> MS f n v h r^t^^t. 

[(3 l i ] amis t h m<t?M-:trift (Main) £jg7£/*7H- 

> >>PHtL K cr>LC-MS/MS7>*f<^*S«^^ Us ±& li 2 1 5nm*>S£^*&-?*fetli L 
tz9 u^?. h r^A^^Ls Tglj-<-Af - 7 ?n7h 77i.?$t, 

[012] 13 1 2 lis Elll»cfcl**ffJti#ltl50#T<^tf-*^^**^*H'i'*^'*"« 
[13 13] 0 1 3 li s 011i:|B]ctf-7fioX — AX^t>^^n'^*t. 
[ 13 1 4 ] 13 14 lc o T , A (i s t: h m ftPM- 1 ttf* -t ~f 9 A f 1 * h -J 7* x > ^ ft L 
s Wit/*) >\> t' * is > =f- 'i it L tz 7* ^ K <7) ^ 7 1 ^ K v 7 t* ^ L ; B IC U T SLSLS 
PG (m/z 6 6 0. 3 ±0. 5lc felt -5 Mfi® ± - 9 > ^) <^ . C \z o T SLSLSP-NH 2 (m/z 

6 0 2. 3 ±fl. 5JC*slt -&SlRfi& ^ - 9 ') > 7) co. % LTDlcfcoTSLSLSP (m/z 6 0 3. 3 
± 0 . 5 tc Urt Z>'MB$) * - 9 <r> ft =f M iz o v% T <50 MS 9 a v h r^^^^t. 

[ 13 1 5 ] [3 1 5 li s e h ?S ftPM- 1 Jjt# ^ t* 9 A 1 1 * W It/*) *> # * ^> > ^ ^ ft L h 
'J 7*v >^ftL/z^7'-f H 60LC-MS/MS^-*f ^ a v h 7 7 7 -f - (LC) co 

( 13 1 7 co B^O \£— 9 \z ov.T ) ^ L , <w ±Sli 2 1 5 nm*>iBs U 9 a 

•vh^7iA^^Ls TSli^-^f-^n7h 77/,t^t. 
[ 13 1 6 ] 13 1 6 li s 13 1 5 \z toft Z> ft ft n Wi U 9t T- ^ - ^ ^ v 7s x ^ ? h >i & ^ t = 
[017] 017 lis 016£|B]£l^-?<^X-^X*^>X^*h;U<£5jsi-. 

[018] 0 1 8 \t s t h m fbPM- : fn:^ -f 9 a -f 1 ^ j@ 7c/.^ ^ * * >• > ^ ^ ft L . 

h 'J ~f is is ffi itL fc^? * H <50 LC -MS/MS lc felt S 7 n v h 7^7 f - ( LC) 
<7>*uJft ( 0 1 / <t> C <50 fc* — ^ IC o v*> T ) *^Ls ±^li 21 5nmcoSg^*lT*fe JtJ L ft 9 a 

7h ^7Z,4^L, TStt-* — X^ — ^D7K7i,4^t. 

[019] 0 1 9 li s 018lcfclt^^Jfl^^46^T-fiOt--^<ovxx^^h^*7js-r. 

[02 0] 020 lis 019i:[B]i;f-^coX — i^x^-^>x-<^h^^r7F-r„ 

[02 1] 0 21lc*roTs A lis t h SfbFM-l}7t# t ~f 9 A V 2 SI7l/j> a # ^ v 

> ^ /u •ft L s h y 7" v > fl:L/i-<7*^KW<7*^Kv >v 7" £ t^L I B lc to u T SLSL 
SPC (m/z 6 6 0. 3 ±0. 5lc Ult * * - 9 M > r) <?> , G \zto\^~Z SLSLSP-NH 2 (m/z 

6 0 2. 3 ±0. 5lCiJtt zmHfi 9 >) > 7) c^)s ^ L T D IC to T SLSLSP (m/z 6 0 3 . 3 
±0.5lCfc|-t-S^Kff3 ; &-^ >) > f) ^)»f ltov^T^MS^P7S r7^-&7js-t = 

[0 2 2] 0 22 lis t K 2* ftPM-:ta#^" ~f 9 A ~f 2 ~%Mft/*> >l } * >yitL . 

h 'J 7- > is ffi ft L tz ^ 7' ^ fs* LC-MS/MSt>*t IC tt § f* ^ a v h r 7 7 -f - ( LC) 
WJSSt^L, ±Sli215nni^^^^T-^ill Lf: ^ n v h 7*7 TlSti^- 



[02 3 ] m 2 3 U s El 2 2 ic It -5 ft W Bf W 4 5 9t T 60 f - ? <?> v * A -< ? h ^ ^ tt: . 
[132 4] El 2 4 li , EJ23t|Bji:fcr-^coX- J u^^f^>x-5.^h^^^-r. 



SEQUENCE LISTING 
<1 1 0>Chuuga i Seiyaku kabushiki Kaisha 

<1 2 0 >S u b types ol humanized antibody against i n t e r I e uk i n • 6 receptor 

<130>J043081 

< 1 6 0 > 2 

< 2 1 0 > 1 

< 2 1 I > 4 4 S 
<212>PRT 

<213 Artificial Sequence 

< 2 2 0 > 

< 2 2 1 > 

< 2 2 2 > 

< 2 2 3 >Am i n o acid sequence ol C chain ol humanized antibody PM-1 against interleuk 

1 n- 6 receptor 

< 4 0 0 > ] 

Gin V a I Gin Leu Gin Glu Ser Gly Pro Gly Leu Val A r g Pro Ser Gin 

5 10 15 

Thr Leu Ser Leu Thr Cys Thr Val Ser Gly Tyr Ser lie Thr Ser Asp 

2 0 2 5 3i) 

His Ala Trp Ser Trp Val Arg Gin Pro Pro Gly Arg Gly Leu Glu Trp 

35 40 45 

Me Gly Tyr lie Ser Tyr Ser Gly lie Thr Thr Tyr Asn Pro Ser Leu 

50 55 60 

Lys Ser Arg Val Thr Met Leu Arg Asp Thr Ser Lys Asn Gin Phe Ser 
5 5 7 0 7 5 8 0 

Leu Arg Leu Ser Ser Val Thr Ala Ala Asp Thr Ala Val Tyr Tyr Cys 

85 90 95 

Ala Arg Ser Leu Ala Arg Thr Thr Ala Met Asp Tyr Trp Gly Gin Gly 

10 0 10 5 110 

Ser Leu Val Thr Val Ser Ser Ala Ser Thr Lys Gly Pro Ser Val Phe 

115 :20 125 

Pro Leu Ala Pro Ser Ser Lys Ser Thr Ser Gly Gly Thr Ala Ala Leu 

1 3 0 1 3 5 HO 

Gly Cys Leu Val Lys Asp Tyr Phe Pro Glu Pro Val Thr Val Ser Trp 
145 150 155 160 

Asn Ser Gly Ala Leu Thr Ser Gly Val His Thr Phe Pro Ala Val Leu 

165 170 175 

Gin Ser Ser Gly Leu Tyr Ser Leu Ser Ser Val Val Thr Val Pro Ser 

18 0 18 5 19 0 

Ser Ser Leu Gly Thr Gin Thr Tyr lie Cys Asn Val Asn His Lys Pro 

195 200 205 

Ser Asn Thr Lys Val Asp Lys Lys Val Glu Pro Lys Ser Cys Asp Lys • 

210 215 220 

Thr His Thr Cys Pro Pro Cys Pro Ala Pro Glu Leu Leu Gly Cly Pro 

2 25 230 235 24 0 
Ser Val Phe Leu Phe Pro Pro Lys Pro Lys Asp Thr Leu Met lie Ser 

245 250 255 

Arg Thr Pro Glu Val Thr Cys Val Val Val Asp Val Ser His Glu Asp 
2 6 0 2 6'5 2 7 0 



Pro Clu Val L y s Phe Asn Trp Tyr V a 1 Asp Cly V a I Glu V a I His Asn 

275 280 235 

Ala Lys Thr Lys Pro A r g Glu Glu Gin Tyr Asn Ser Thr Tyr A r « Val 

290 295 300 

Val Ser Val Leu Thr Val Leu His Gin Asp Trp Leu Asn Gly Lys Glu 
305 310 3 15 3 20 

Tyr Lys Cys Lys Val Ser Asn Lys Ala Leu Pro Ala Pro lie Glu Lys 

325 330 335 

Thr Me Ser Lys Ala Lys Gly Gin Pro Are Clu Pro Gin Val Tyr Thr 

3 4 0 34 5 35 0 

Leu Pro Pro Ser A r g Asp Clu Leu Thr Lys Asn Gin Val Ser Leu Thr 

3 55 35 0 355 

Cys Leu Val Lys Cly Phe Tyr Pro Ser Asp Me Ala Val Clu Trp Glu 

3 7 0 3 7 5 3 8 0 

Ser Asn Gly Gin Pro Glu Asn Asn Tyr Lys Thr Thr Pro Pro Val Leu 
335 3 90 3 95 4 00 

Asp Ser Asp Cly Ser Phe Phe Leu Tyr Ser Lys Leu Thr Val Asp Lys 

405 4 10 4 15 

Ser An Trp Gin Gin Gly Asn Val Phe Ser Cys Ser Val Met His Glu 

4 20 4 25 430 

Ala Leu His Asn His Tyr Thr Cln Lys Ser Leu Ser Leu Ser Pro Gly 
435 440 445 

< 2 1 0 > 2 

< 2 1 1 > 2 1 4 

< 2 1 2 >P R T 

<2 1 3>Ar M f i c i a 1 Sequence 

< 2 2 0 > 

< 2 2 1 > 

< 2 2 2 > 

< 2 2 3 >Am i n o acid sequence ol L chain of humanized antibody PM-l against interleuk 
in-6 receptor 

< 4 0 0 > 2 

Asp Me Gin Met Thr Gin Ser Pro Ser Ser Leu Ser Ala Ser Val Cly 

5 10 15 

Asp Arg Val Thr Me Thr Cys Arg Ala Ser Gin Asp Me Ser Ser Tyr 

20 25 30 

Leu Asn Trp Tyr Cln Cln Lys Pro Cly Lys Ala Pro Lys Leu Leu Me 

35 40 45 

Tyr Tyr Thr Ser Arg Leu His Ser Cly Val Pro Ser Arg Phe Ser Cly 

50 55 60 

Ser Cly Ser Cly Thr Asp Phe Thr Phe Thr Me Ser Ser Leu Gin Pro 
65 70 75 80 

Glu Asp Me Ala Thr Tyr Tyr Cys Cln Gin Cly Asn Thr Leu Pro Tyr 

85 90 95 

Thr Phe Gly Cln Gly Thr Lys Val Clu Me Lys Arg Thr Val Ala Ala 

100 105 110 

Pro Ser Val Phe Me Phe Pro Pro Ser Asp Glu Cln Leu Lys Ser Cly 

115 :20 ■ 125 

Thr Ala Ser Val Val Cys Leu Leu Asn Asn Phe Tyr Pro Arg Clu Ala 
1 3 0 1 3 5 HO . 



Lys V a 1 Gin Trp L y s V a 1 Asp Asn Ala Leu Gin Ser Gly Asn Ser Gin 



45 



50 



55 



160 



Glu Ser Val Thr Glu Gin Asp Ser Lys Asp Ser Thr Tyr Ser Leu Ser 



65 



170 



175 



Ser Thr Leu Thr Leu Ser Lys Ala Asp Tyr Glu Lys His Lys Val Tyr 



180 



1X5 



no 



Ala Cys Glu Val Thr His Gin Gly Leu Ser Ser Pro Val Thr Lys Ser 



195 

P h e Asn A r g Gly Glu Cys 

210 



200 



205 



mm 
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[mm] 

4> ? - a -f Jf>-6S§# ( IL-6R) iztt-tZ* h St ffcPM- 1 !7C#^ * 7* 5? 
^TJ)oT, M ^<^m#SC*«^Pro-NH2 (44 7) T- 3b & ^ ~f 9 A ~? ( 1 ) , 7kV A 
>7-vA*^-6 ( IL-6R) \Z S k h mitfU-\tn.i¥<n.*t 9 A 7T#>o T , ft 

7?cofi$l C*«* s Pro-NH 2 (44 7) ? * -5 tfttt * ^ 9 A ~f ( 2 ) . M V lc C*l'b , £#A,"T l Ji£ 
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